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7 from Envigo or Jackson Laboratory, IL-17A-/-mice were obtained from Dr. David Wilkes, 120
TCRδ-/-mice aged 5 weeks were obtained from Jackson Laboratory. Mice were allowed to rest 121 1-4 weeks prior to experiments. A subset of mice were bred at the IUSM-Terre Haute animal 122 facility with offspring used in subsequent experiments at 7-10 weeks of age. For repeated 123 aspiration, suspensions of 2 x 10 6 conidia were delivered involuntarily as previously described 124 [25] . After two weeks of twice weekly aspiration, mice were rested for two weeks, when a final 125 aspiration was administered. Mice were euthanized 72 hrs after the final challenge with sodium 126 pentobarbitol, and lungs were perfused with 10 ml phosphate buffered saline (PBS). 127
Bronchoalveolar lavage fluid (BALF) was collected from the perfused lungs as previously 128 described [26] . 129
Flow cytometric analysis of bronchoalveolar lavage fluid and lung homogenates 130
BALF cell composition was determined by flow cytometric analysis of recovered lavage cells in 131 suspension and stained with surface markers. In brief, BALF was centrifuged for 5 min at 1500 132 rpm, the supernatant removed, and the cell pellet resuspended and washed in 1 ml of FACS 133 buffer (Phosphate Buffered Saline, 5% fetal bovine serum, 0.05% sodium azide). The washed 134 pellet was resuspended and stained in a solution containing FACS buffer with 10% rat serum, 135
Fc-receptor blocking antibody (clone 24G2) and the following antibodies: rat-anti-mouse Ly-6G-136 FITC, rat-anti-mouse Siglec-F-PE, pan-leukocyte rat-anti mouse CD45-PerCP, and rat-anti-137 mouse CD11c-APC. For γδ T cell staining the following antibodies were used; rat-anti-mouse 138
CD3ε-PeCy7, CD4-APC and TCRδ-PE (BD Biosciences). After staining, cells were washed and 139 fixed with BD Cytofix. Populations of cells were evaluated by flow cytometric analysis on a 140
Guava EasyCyte 8HT (EMD Millipore). 141
Intracellular cytokine staining 142
T-cell cytokine production on a per-cell level was determined by fluorescent intracellular 143 cytokine staining (ICS) as previously described [27] . Briefly, the BALF suspension was 144 centrifuged for 5 min at 1500 rpm and washed in 1 ml complete RP10 medium. The supernatant 145 was discarded and a solution of Leukocyte Activation Cocktail with GolgiPlug (BD Biosciences) 146 was added to each sample for stimulation of cytokine production and simultaneous inhibition of 147 cytokine secretion. Cells were incubated at 37°C for 4 hrs. After the incubation, cells were 148 washed in FACS buffer and stained for flow cytometric analysis using the surface antibodies rat-149 anti-moue CD4 PerCP and rat-anti-mouse CD8 FITC on ice (eBioscience). After a 30 min 150 incubation, cells were washed in FACS buffer and centrifuged, and cell pellets were resuspended 151 in BD Cytofix/Cytoperm for 15 min to allow fixation and permeabilization for subsequent 152 intracellular cytokine staining. Cells were washed and resuspended in Permwash (BD). Each 153 sample was divided into two tubes and stained with rat-anti-mouse IFN-γ-APC (eBioscience) 154 and rat-anti-mouse IL-17A-PE, or with control isotype antibodies (eBioscience). 155
Total RNA processing and gene expression analysis 156
Lungs were removed and flash frozen in liquid nitrogen for RNA extraction. Total RNA was 157 extracted from whole lungs homogenized in Trizol reagent (Invitrogen). Following the aqueous 158 upper phase separation further RNA purification was performed using Qiagen RNEasy column 159 with on column DNAse treatment per manufacturer`s recommendations. 2µg of total RNA was 160 transcribed using High-capacity cDNA synthesis kit (Life Technologies) according to 161 manufacturer`s protocol. For qPCR, Power-Up Sybr Green PCR Master Mix (Applied 162 Biosystems) was used with Mxp3500 Real-time PCR system (Agilent). Custom cytokine 163 expression array plates were obtained from SABiosciences. (Figs. 1B and 1F) , however, the frequency of IFN-γ-secreting 187 CD4+ T cells was decreased in response to Af5517 (Fig. 1G) . No major differences in CD8 T 188 cells with respect to frequency, total number, or cytokine production were observed ( 
Lung transcription of IL-17A is increased in response to Af5517 conidia and is not required 225
for chitin-mediated eosinophil recruitment. 226
We observed in a previous study that multiple aspirations of Af5517 conidia resulted in an 227 increase in lung expression of Th2 chemokines and a decrease in IFN-γ when compared to 228 repeated aspiration of Af293 [17] . However, the early signals in response to increased chitin 229 expression in A. fumigatus remain unclear. In contrast to our chronic exposure model, a single 230 aspiration of Af5517 resulted in an increased in IL-17A transcription (Fig. 4A) . To determine if 231 IL-17A was important for chitin-mediated eosinophil recruitment, we compared leukocyte 232 recruitment in wild-type and IL-17A-deficient mice that had received single or multiple 233 aspirations of Af5517 conidia. After a single aspiration of Af5517 conidia, no significant 234 difference in BALF leukocytes, neutrophils, or eosinophils was observed between wild-type and 235 IL-17A-deficient mice (Figs. 4B-D) . Furthermore, IL-17A was required for airway neutrophil 236 recruitment after multiple aspirations of conidia (Fig. 4F) . However, lack of IL-17A expression 237 did not significantly affect total airway leukocytes or eosinophil recruitment (Figs. 4E and 4G) . 238
These results suggest that although IL-17A transcription is increased in response to Af5517, this 239 increase does not play a role in chitin-mediated eosinophil recruitment. This suggests that caspofungin therapy might in some aspergillosis patients increase detrimental 295 eosinophil activation, and the results of another study using a mouse model of invasive 296 aspergillosis provide support for this hypothesis (Amarsaikhan et al., submitted) . This is further 297 supported by other reports of decreased caspofungin efficacy in mouse models of invasive 298 aspergillosis [39, 40] . 299
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In the strains we examined, statistically significant decreases in cell wall β-glucan were 300 not unifor mly accompanied with increases in chitin [11, 12] . Moreover, in the environmental 301 isolate Af5517, we observed markedly increased cell wall chitin along with a modest increase in 302 β-glucan composition compared to the other isolates examined in this study [5] . Of these two cell 303 wall components, the immune response to β-glucan has been more extensively studied in the 304 The early innate immune responses that program subsequent immunity to fungal 315 infections are not well understood. In this study, we observed that a single aspiration of high-316 chitin-expressing Af5517 conidia induced lung transcription of IL-17A, while Af293 conidia did 317 not (Fig. 4A) . However, expression of IL-17A was not required for lung eosinophil recruitment 318 in response to single or multiple aspirations of Af5517 conidia (Fig. 4B-G) . Rather, neutrophil 319 recruitment after multiple aspirations of Af5517 was markedly decreased in IL-17A-deficient 320 mice ( 
